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57 ABSTRACT 
Methods are provided for modulating Ligand-Receptor 
interactions by binding of molecules at two epitopes of 
a receptor, where the epitopes are in relatively close 
special relationship. By providing for inhibition of 
changes in conformation of the receptor, where the 
inhibition is due to steric interactions or molecular 
bridging between the two epitopic sites, Ligand-Recep 
tor interactions may be modulated. The modulation of 
Ligand-Receptor interactions has application to diag 
nostic assays, modulation of cellular activity, and modu 
lation of the physiological activity of macromolecular 
compounds. 

16 Claims, No Drawings 
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METHODS FOR MODULATING 
LGANO-RECEPTOR INTERACTIONS AND 

THERAPPLICATION 

BACKGROUND OF THE INVENTION 
A. Field of the Invention 
Many physiological processes involve the binding or 

complexation of two molecules which have a specific 
affinity. For the most part, one of the molecules will be 
a macromolecular protein. Upon binding of the macro 
molecular protein to its complementary binding mem 
ber, the macromolecular protein will frequently un 
dergo a change in conformation. In many physiological 
processes, this change in conformation serves as a signal 
for initiation of a physiological process. For example, 
receptors on cell surfaces act in this manner. The recep 
tors bind to a complementary binding substance and 
undergo a change in conformation, which may change 
the characteristics or activity of the receptor or may 
signal the initiation of some process in the cell or both. 
In cases of enzymes, binding of the substrate to the 
enzyme frequently results in a change in conformation 
of the enzyme, which is essential for the enzymatic 
catalysis. 

Receptors, such as membrane surface receptors and 
enzymes, find broad applications in a variety of environ 
ments. The ability to modulate the interaction between 
ligands and receptors can be employed in a variety of 
environments to modulate cellular function, to develop 
diagnostic assays, and to modulate physiological activ 
ity of macromolecular compounds. 

B. Description of the Prior Art 
Ngo & Lanhoff, FEBS Letters (1980) lié:285-288 

describes the use of an enzyme modulator in homoge 
nous enzyme immunoassays. See also U.S. Pat. No. 
4,134,792. 

SUMMARY OF THE INVENTION 

Methods and compositions are provided for modulat 
ing receptor response. The receptor is characterized by 
having a pair of proximate determinant sites which are 
related in that a change in spacial relationship of the 
sites relative to each other is related to the interaction of 
the homologous ligand with its receptor. Site-directed 
binding molecules ("SDBM”) are provided which bind 
to a related pair of sites on the receptor molecule sur 
face. Binding of an SDBM to an individual site results in 
substantially less modulation than binding of the pair of 
sites in a manner which limits the conformational flexi 
bility of the receptor. Bulking of the binding molecules 
or bridging of the binding molecules substantially modi 
fies the reacting capability of the receptor molecule 
with ligand. 
The modulation system is exemplified by a multiunit 

enzyme. Bridging of two specific epitopic sites by an 
antibody or two Fab fragments linked by a bridging 
member or bulked with antibodies to the Fab fragment 
substantially changes the enzymatic activity. 

DESCRIPTION OF THE SPECIFIC 
EMBODIMENTS 

Methods and compositions are provided for modulat 
ing the formation and chemistry of complexes between 
ligands and their homologous receptors. The method 
involves binding of site-directed binding molecule(s) 
("SDBM") to two specific sites on the receptor surface. 
The sites are characterized in that individual binding of 
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2 
the SDBM's at a single site on the receptor, even when 
bulked as described subsequently, allows for a signifi 
cant effect on the complexation and disassociation of 
the ligand and receptor, when both sites are bound. 
When both sites are occupied by the SDBM's and the 
SDBM's bridge the sites or are bulked, there is a sub 
stantial change in the equilibrium and/or rate of com 
plex formation or disassociation of the complex and/or 
chemical transformation of the ligand. 
The ability to modulate the interaction or reaction 

between a ligand and its homologous receptor can be 
applied in a variety of ways. For example, the rate of an 
enzyme catalyzed reaction can be modulated. Thus, in 
extracellular processes, the rate of enzyme reaction may 
be changed to affect a particular physiological function. 
Enzymes find application as labels in a wide variety of 
assays. By appropriate choice of binding members, one 
can provide for a modulation of the enzymatic activity 
in relation to a particular analyte. In many cellular pro 
cesses, surface membranes mediate the initiation or level 
of the process. The ability to change the interaction of 
the homologous ligand with the surface membrane re 
ceptor will act to modulate the particular physiological 
function. 
The subject invention therefore acts to modulate the 

interaction between a ligand and its homologous recep 
tor. The interaction may be one of (1) simply binding, as 
in antigen-antibody complex formation; or (2) undergo 
ing a reaction involving a chemical transformation, as in 
an enzyme-substrate binding, or (3) changing of confor 
mation resulting in a change in a physiological activity, 
such as with surface membrane receptors and their 
reciprocal ligands. Therefore, the receptors which are 
modulated include a wide variety of proteinaceous sub 
stances, such as naturally occurring receptors, particu 
larly surface membrane receptors, enzymes, antibodies, 
and lectins. 
The receptor will be one or a complex of several 

proteinaceous macromolecules, which generally are at 
least about 15,000 molecular weight, more usually at 
least about 20,000 molecular weight and the large ma 
jority of which will be 30,000 molecular weight or 
greater. Usually, the molecules will be under 1,000,000 
molecular weight, more usually under about 600,000 
molecular weight and may exist as monomers or may be 
assemblies of up to 50 macromolecules (e.g., a ribo 
some). The receptor will be further characterized by 
having two sites in juxtaposition, such that when the 
sites are restricted in their relative movement to each 
other, there is a substantial change in the interaction of 
the receptor with its homologous ligand. The nature of 
the interaction will be discussed subsequently. 
The surface membrane receptors may be varied 

widely in accordance with the function to be modu 
lated. Surface membrane receptors include receptors 
involved with ion transport, opiate binding sites, steroid 
binding sites, Fo binding sites, histocompatibility anti 
gens, viral recognition antigens, or the like. 
The enzymes may be mono-subunit or multi-subunit 

enzymes, where the units may be the same or different. 
A wide variety of enzymes may be involved, such as 
hydrolases, e.g. glycosidases, esterases, etc.; oxidore 
ductases, e.g. dehydrogenases, oxidases, peroxidases, 
etc.; lyases; transferases; isomerases. For a more exten 
sive list see U.S. Pat. No. 4,287,300, Table 1, bridging 
columns 16 to 19, which is incorporated herein by refer 
ence, 
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Antibodies may include a complete antibody or frag 
ment thereof, which antibodies include the various 
classes and types, such as IgA, Igld, IgE, IgG 1,2a, 2b 
and 3, and IgM. Fragments thereof may include Fab, 
Fv and F(ab')2. 
The ligand may be any ion molecule, organic or inor 

ganic which binds to a receptor. The ligand will gener 
ally be at least about 7 atoms or molecular weight, e.g. 
Li, for an organic compound usually at least about 125, 
and may be 1,000,000 or more molecular weight, being 
haptenic or antigenic, binding to the receptor and disso 
ciating in either the same or different form. The affinity 
may vary widely, generally having a K of association of 
at least about 105. The degree of specificity or cross 
reactivity will vary widely, depending upon the nature 
of the ligand and its homologous receptor. 
Where enzymes and substrates are involved as the 

receptor and homologous ligand, particularly for use in 
immunoassays, the ligand will frequently be a substrate 
which upon enzyme catalyzed reaction results in the 
formation or destruction of a molecule which provides 
a detectable signal. That is, the reaction will normally 
involve the formation or destruction of a chromophore, 
fluorescer or chemiluminescer. Various substrates have 
been published in the literature; for example, see U.S. 
Pat. No. 4,287,300. Other reactions of interest, which 
are not commonly employed, result in changes in pH, 
temperature, particulate formation, or the like. Of par 
ticular interest is the formation of a chromophore or 
fluorophore. A large number of enzymes are available 
which provide, directly or indirectly, for production of 
a detectable signal. 
While preferably, a single enzyme will usually be 

involved, an enzyme cascade can also be employed, 
where the enzymes are related by the substrate of one 
enzyme being the product of the next enzyme. In some 
instances, this can provide for substantial amplification. 

: By modulating the first enzyme in the series, one can 
modulate the amplified production of a product provid 
ing a detectable signal. 
The site directed binding molecules are monoclonal 

antibodies or fragments thereof. Therefore, the mono 
clonal antibodies may be monovalent or polyvalent. 
The monoclonal antibodies will be specific for two sites, 
which sites may be identical or different. Where two 
sites are identical and are in relatively close juxtaposi 
tion, and inhibition of the relative movement of the sites 
affects the interacting (association, catalytic, disassocia 
tion, etc.) properties of the receptor, then either one 
two-site directed or two one site-directed binding mole 
cules may be employed. For example, by employing 
multivalent IgG or IgM, the IgG or IgM may bridge 
the two sites, substantially locking them into a particu 
lar spacial relationship. Alternatively, if a single anti 
body is unable to bridge the two sites, because the two 
sites are too distant from each other or are different, 
non-bridging, e.g. monovalent, antibody fragments may 
be employed such as Fab, Fab', or Fv in conjunction 
with additional binding molecules. 

Non-bridging site directed binding molecules may be 
modified for a variety of purposes. In assays for ana 
lytes, the monovalent SDBM's may be lightly conju 
gated with the analyte or an analog of the analyte of 
interest. The analyte may then serve as a site for specific 
binding molecules, which are bridging or bulking mole 
cules, which binding molecules serve to substantially 
lock the two SDBM's in a particular conformation. This 
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4. 
results in the receptor to which the SDBM's is bound 
being inhibited in its movement. 
The analytes may include a wide variety of types of 

molecules, to which reciprocal specific binding mole 
cules would bind, such as drugs, polynucleotides (par 
ticularly oligonucleotides), hormones, oligopeptides, 
proteins, factors, sugars, polysaccharides, antibiotics, or 
the like. For the most part these molecules will be less 
than about 10,000 molecular weight, more usually less 
than about 5,000 molecular weight, usually ranging 
from about 125 to 2,000 daltons. 

Large molecules e.g. proteins and polynucleotides, of 
greater than about 10 kdal (kilodaltons) may be en 
ployed as analytes where change in enzyme activity will 
usually be obtained by bridging or bulking with anti 
body or antibody fragments. Even if the presence of the 
analyte bound to the SDBM results in a reduction in 
enzymatic activity, the subject invention will still be 
useful where a measurable further reduction is achiev 
able. The degree of further reduction required will be 
dependent on a number of factors, such as the sensitivity 
with which enzyme activity can be measured, whether 
the assay is qualitative or quantitative, the amount of 
residual enzyme activity which can be modulated by 
bridging or bulking, and the like. 
The bridging member serves to hold the SDBM's 

bound to the receptor in a particular conformation. 
Therefore, the bridging member will be related to the 
particular molecule conjugated to the non-bridging 
SDBM. The bridging member will be polyvalent, since 
it must bind to two molecules conjugated to two differ 
ent SDBM's. Where the analyte is monovalent, two or 
more analyte molecules or analogs thereof may be 
joined together to provide the analyte in polyvalent 
form. For the most part, the bridging member will be a 
polyvalent receptor, such as naturally occurring recep 
tors, e.g., avidin, which binds to biotin, an antibody, 
which can be directed to any hapten, Cld, or a polynu 
cleotide, which homoduplexes at its termini with oligo 
nucleotides conjugated to the SDBM. The oligonucleo 
tide conjugates may be the same or different. 

Instead of a bridging member, a bulky member may 
be employed, which can be the same as the molecules 
described for the bridging member or may be monova 
lent molecules. For the most part, these molecules will 
be at least about 30,000 molecular weight and may be 
40,000 molecular weight or higher. The important fac 
tor is that they provide for sufficient bulk about the 
SDBM, so that the motion of the two SDBM's bound to 
the receptor is sterically constrained. 

It is not necessary that both monovalent SDBM's be 
conjugated with analyte or analyte analog. In many 
instances it may be sufficient that only one SDBM is 
conjugated and the other SDBM is unconjugated to 
obtain a sufficient steric effect on bulking, so as to ob 
tain an observable change in enzymatic activity. How 
ever, since using only one conjugated SDBM will usu 
ally provide for less change in enzymatic activity, both 
SDBM's will usually be conjugated with analytes. 
The subject method is predicated upon the ability to 

find two adjacent sites on a molecule to which one or 
two SDBM's bind resulting in modification of the inter 
action of the receptor with its ligand. The SDBM's as 
already indicated are monoclonal antibodies. With 
those receptor molecules which have two adjacent sites 
which bind to the same SDBM, a single multivalent 
SDBM or two monovalent SDBM's may be used for 
modulation of receptor interaction with its ligand. This 
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can occur where there is a plane of symmetry, particu 
larly where a multi-subunit receptor molecule is in 
volved, where two of the subunits are the same. Thus, 
on either side of the plane there will be sites which bind 
to the same SDBM. 5 

Alternatively, one can prepare monoclonal antibod 
ies to a receptor and select the monoclonal antibodies 
which individually as monovalent SDBM's do not sig 
nificantly modulate the binding activity of the receptor 
when bound to the receptor, but upon bridging or bulk 
ing result in a substantial change in the interaction be 
tween the receptor and its homologous ligand. Thus, 
one screens a receptor of interest for the presence of 
such sites and may then use the receptor in accordance 
with the subject invention. 
As already indicated, the subject invention can be 

used in assays for a wide variety of analytes, employing 
enzymes as the receptor and substrates as the ligand. By 
employing SDBM's to which are conjugated the ana 
lyte of interest or an analog thereof capable of compet- 20 
ing with the analyte of interest for a specific binding 
molecule, usually an antibody, assays can be performed. 
The enzymatic activity can be related to the amount of 
analyte present in the assay medium. 
A wide variety of mono- and polyepitopic analytes 25 

are described in U.S. Pat. No. 4,160,645, Columns 6 to 
13, which description is incorporated herein by refer 
ence. The assay for the analyte will normally be carried 
out in an aqueous buffered medium at a moderate pH, 
generally close to providing optimum assay sensitivity. 
The assay can be performed without separation of any 
of the assay components or products. 
The aqueous medium may be solely water or may 

include from 0 to 40 volume percent of a cosolvent. The 
pH for the medium will usually be in the range of about 
4 to 11, more usually in the range of about 5 to 10, and 
preferably in the range of about 6.5 to 9.5. The pH will 
usually be a compromise between optimum binding of 
site directing binding members and the specific binding 
members, bridging and bulking members, as contrasted 40 
with the pH optimum for the enzyme. 

Various buffers may be used to achieve the desired 
pH and maintain the pH during the determination. Illus 
trative buffers include borate, phosphate, carbonate, 
tris, barbital and the like. The particular buffer em 
ployed is not critical to this invention, but in an individ 
ual assay one or another buffer may be preferred. 
Moderate temperatures are normally employed for 

carrying out the assay and usually constant tempera 
tures during the period of the measurement, particularly 
for rate determinations. Incubation temperatures will 
normally range from about 5' to 45", more usually from 
about 15 to 40' C. Temperatures during measurements 
will generally range from about 10' to 50", more usually 
from about 15 to 40' C. 
The concentration of analyte which may be assayed 

will generally vary from about 10 to 10-15M, more 
usually from about 10-6 to 10 M. Considerations, 
such as whether the assay is qualitative, semiquantita 
tive or quantitative, the particular detection technique 
and the concentration of the analyte of interest will 
normally determine the concentrations of the various 
reagents. 
While the concentrations of the various reagents in 

the assay medium will generally be determined by the 
concentration range of interest of the analyte, the final 
concentration of each of the reagents will normally be 
determined empirically to optimize the sensitivity of the 
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assay over the range. That is, a variation in concentra 
tion of the analyte which is of significance should pro 
vide an accurately measurable signal difference. 
The optimization will usually involve combining the 

various reagents in the absence of the analyte to provide 
a low background value of enzymatic activity, gener 
ally less than 20% of the enzymatic activity in the ab 
sence of the other reagents, where modulation results in 
inhibition. Similarly, where modulation results in acti 
vation, one will usually have greater than about 70% of 
the maximum activity resulting from combination of the 
enzyme with the other reagents. In view of the diverse 
nature of the reagents, the difference in analytes, en 
zymes and detection systems, as well as the influences of 
the matrix of the sample, specific ratios of the various 
reagents cannot be provided. 
While the order of addition may be varied widely, 

there will be certain preferences. The simplest order of 
addition is to add all the materials simultaneously and 
determine the change in enzymatic activity with time or 
the enzymatic activity when the mixture reaches a 
steady state. 

Alternatively, one can combine the enzyme with the 
SDBM's to allow for binding of the SDBM's to the 
enzyme. More conveniently, an enzyme-SDBM reagent 
can be preprepared, which may be used directly. The 
sample and specific binding member for analyte ("anti 
analyte") may be combined initially. The SDBM 
bound-enzyme may then be added and substrate for the 
enzyme added, either concomitantly with or subsequent 
to the addition of the SDBM-bound-enzyme. Option 
ally, an incubation step may be involved subsequent to 
each addition, generally ranging from about 30 seconds 
to 6 hours, more usually from about 2 minutes to 1 hour. 

After all of the components of the assay have been 
combined, the enzymatic activity in the assay medium 
may be determined by means of the turnover rate. De 
pending upon the nature of the enzyme and the sub 
strates, various techniques for detection may be em 
ployed. Conveniently, the determination can be colori 
metric, generally at a wave length in the range of about 
300 to 700 nm. Fluorometric measurements will gener 
ally be in the range of about 350 to 700 nm, more usually 
in the range of about 400 to 650 nm. For quantitation, 
assay media are prepared which have known arhounts 
of analyte. By varying the amount of analyte in the 
assay media, one can develop standard curves to relate 
a particular enzymatic activity to an analyte concentra 
tion. 
Compositions can be provided which can be used in 

the assay or kits can be provided having compositions in 
relative amounts to substantially optimize the accuracy 
and sensitivity of the assay. 
As compositions, enzyme-SDBM-complexes employ 

ing monovalent SDBM's (Fab, Fab', Fv, etc.) can be 
provided. These compositions may be illustrated by 
way of formula as follows: 

X SDBM1-(b) 
ENZ 

N 
Y SDBM2-(b) 

where 
ENZ is an enzyme; 
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X and Y designate two epitopic sites on the enzyme, 
which sites may have the same or different binding 
characteristics, which are characterized by the move 
ment of the sites relative to each other affecting the 
enzyme activity; 
SDBM and SDBM2 are the same or different and are 

non-bridging binding molecules which specifically bind 
to X and Y respectively; 
b is an analyte or analyte analog; and 
n and n' are the same or different and are on the 10 

average in the range of about 0 to 10, but at least one of 
n and n' is equal to or greater than 1. 
Exemplary of a composition having the above for 

mula is as follows: ENZ is glucose-6-phosphate dehy 
drogenase, SDBM1 and SDBM2 are Fab fragments, b is 
a drug, such as an antibiotic, opiate, steroid, or the like 
and n and n' are on the average in the range of 1 to 3 
particularly, 1 to 2. 
The kits can comprise the pre-prepared enzyme 

SDBM-complex, substrate for the enzyme, a specific 
binding member, normally an antibody when a hapten 
or antigen is the analyte, and any additional materials, 
such as buffers, stabilizers, antioxidants, protein, e.g., 
serum albumin, or the like. 
The following examples are offered by way of illus 

tration and not by way of limitation. 
EXPERMENTAL 

All of the temperatures not otherwise indicated are in 
centigrade. All parts and percents not otherwise indi 
cated are by weight, except for mixtures of liquids 
which are by volume. 

EXAMPLE 

Preparation of mouse monoclonal antibodies to glu 
cose-6-phosphate dehydrogenase (G6PDH). 

Ascites fluid was purified as follows: Protein (2 ml) 
was precipitated with about 50% saturated ammonium 
sulfate and then twice with 40% saturated ammonium 
sulfate. The protein was isolated and dialyzed against 10 
mM phosphate buffer, resulting in some precipitate. 
The precipitate was resuspended in about 1 ml of 50 
mM tris-500 mM. NaCl buffer. Absorption (A280) at 1:20 
dilution was 0.65 (using e= 1.5) indicating 8.7 mg/ml. 
The antibody was characterized as IgG2b. 
The antibody was shown to inhibit G6PDH in the 

following manner. Various dilutions of the antibody 
were prepared. The enzyme solution was 2.44 g/ml 
(about 2.2x 10-8M). Three different protocols were 
tested In the first protocol, 50 ul of enzyme and 50 ul of 
the antibody dilution were mixed, incubated for 20 min., 
then diluted with 500 ul of tris-rabbit serum albumin 
(RSA) buffer and assayed by the addition of 50 ul of the 
substrate solution plus 250 pil of the buffer. The second 
protocol added 50 ul of the antibody dilution to a solu 
tion of 50 pil of the enzyme solution in 500 ul of the 
buffer, followed by 20 minutes incubation, followed by 
the addition of 50 pil of substrate and 250 pil of buffer. 
The third protocol involved combining 50 pull of each 
solution in 250 ul of buffer seriatim in the order of en 
zyme, antibody and substrate. 

In each case, the sample was then introduced into the 
instrument and maintained at 37, and the first reading 
taken at 10 seconds and the second reading taken at 40 
seconds at 340 nm and the rate reported as 2.66 times 
the observed absorbance change. The following table 
indicates the results. 
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TABLE 
Protocol 

I II III 
Ab dilution Rate (AA) 

1:200 883 6 
:280 92 84 55 
1:400 88 736 49 
1:560 838 669 56 
1:800 800 S64 203 
1:120 394 329 
1600 542 326 SO2 
1:2240 72 606 653 
1:3200 84 805 795 
1:44.80 919 924 895 
:6400 965 984 953 

EXAMPLE 2 

Preparation of anti-G6PDH Fab. 
To 0.5 ml of mouse anti-G6PDH, which had been 

purified by conventional techniques, and had an esti 
mated concentration of 9 mg/ml was added 50 ul of 
10XPBS. To this solution was added 50 ul of a papain 
solution (1 mg/l ml) in 100 mM cysteine, 20 nM 
EDTA and 100 mM sodium phosphate, at pH 7.3 and 
the mixture incubated at 37 for one hour. Gel electro 
phoresis indicated the reaction was complete. The di 
gest was dialyzed against 10 mM tris, pH 8, 5 mM so 
dium azide. The preparation was then passed over a 
protein. A column with the eluate being about 0.5 
mg/ml protein by UV (A280=about 0.7). The Fab prod 
uct provided a distinct band different from the parent 
antibody on gel electrophoresis. 
To demonstrate the effect of binding of the mouse 

anti-G6PDH Fab followed by the binding of rabbit 
anti-mouse IgG, the following protocol was employed. 
To 50 ul of G6PDH 3.2 pg/ml was added 200 pil of 
buffer followed by 50 ul of 1:100 dilution anti-G6PDH 
Fab plus 200 ul of buffer. To this mixture was then 
added 50 ul of rabbit anti-mouse IgG plus 200 ul of 
buffer and the mixture incubated for 45 seconds. After 
adding 50 pull of substrate and 200 ul of buffer, the solu 
tion was mixed and read at 37 after 15 seconds and the 
second reading at 45 seconds at 340 nm, and the dif 
ferencex2.66 reported as rate. The following table 
indicates the results. 

TABLE 2 
Dilution of 
Rabbit anti- Rate 
mouse IgG AA 

: 589 
2 69 
:4 790 
:8 861 
:6 94.7 
1:32 1009 
1:64 1055 
1:28 1070 
1.256 1077 
ex 1083 

control 940 

'no Fab present 

EXAMPLE 3 

Preparation of digoxin conjugate of Fab anti 
G6PDH. 

Into a reaction flask was introduced 17 mg of the 
O-carboxymethyl oxime of 3-ketodigoxigenin, 250 ul of 
a 21 mg/ml solution of N-hydroxy succinimide in DMF 
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and about 7.5 mg of EDCI (ethyl dimethylaminopropyl 
carbodiimide) and the mixture stored overnight at room 
temperature. The next morning an additional 5.85 mg of 
EDCI was added (50 pil of 117 mg EDCI/100 ml of 
DMF) and after 3 hours the reaction was shown to be 5 
complete by TLC. The N-hydroxy succinimide ester 
prepared above was diluted with DMF (25 ul and 150 
ul DMF) and was added to 100 ul of purified Fab anti 
G6PDH and 20 pil of DMF in 1 Jul and 3 ul portions in 
separate reaction vessels. After about 0.5 hour, the reac- 10 
tion mixture was chromatographed on G-25 Sephadex. 
The products are referred to as "1" and "3" conjugates. 

Both of the above products were shown to provide 
for reduced rates of G6PDH upon addition of anti 
digoxin as compared to carrying out the assay in the 15 
absence of anti-digoxin. The protocol involved combin 
ing 50 ul of G6PDH plus 250 pil of buffer to which is 
added 50 pull of the conjugate of digoxin and Fab in 250 
ul of buffer. The solution is mixed and 50 ul of 1:100 
anti-digoxin and substrate or substrate only plus 250 ui 20 
of buffer is added. The rate is determined as previously 
described. 

TABLE 3 
Rate (AA) 
Conjugate 25 

Fab dilution il" 13" 

l:S 1050 876 
1:0 939 709 
1:20 833 671 
:40 828 85 30 
1:30 910 1001 
1:160 1030 064 
1:320 1080 1095 
1:640 0.94 1105 

03 101 

35 
It is evident from the above results, that the subject 

invention provides for the modulation of enzyme activ 
ity in relation to the amount of analyte in the medium. 
The method does not require the covalent modification 
of an enzyme, since the method employs the natural 40 
enzyme. Further, one can provide the enzyme as a rea 
gent that is bound to a Fab fragment to avoid an addi 
tion during the assay. 
Using an assay system similar to that described above, 

the effect of various dilutions of anti-digoxin on digox- 45 
in-Fab-G6PDH complexes was determined. 

10 
solution was evaporated, taken up in aqueous phosphate 
buffer (9 ml) and treated with 0.3M bromoacetic acid 
NHS ester (4 ml). The resulting bromoacetyl derivative 
was purified by preparative TLC, and then dissolved in 
50% aqueous methanol to give a solution approximately 
0.1M in "bromoacetyl digoxin." 

II. Digoxin conjugate of Fab' fragment. 
A monoclonal antibody of the same specificity as that 

described in Example 1, but of IgG2a subclass, was 
converted to (Fab')2 fragments by treatment with pep 
sin. 50 ul of a solution of (Fab')2 (1.5 mg/ml) was 
treated with 10 ul of 3 mM dithioerythritol in 50 mM 
tris, pH8. After 1 hour, the solution was treated with 3 
ul of 0.1M "bromoacetyl digoxin." After storage over 
night at 4, the conjugate was purified by chromatogra 
phy on Sephadex G-25. 

III. Complex of Digoxin-labeled Fab' and G6PDH. 
500 pil of a solution of digoxin-labeled Fab' and 3 ul 

of 4.1 mg/ml G6PDH were mixed to form a complex of 
labeled Fab' and enzyme. The complex was purified 
using DEAE-Biogel A in a batch procedure. 

IV. Inhibition of Digoxin-labeled Fab'-G6PDH com 
plex by anti-digoxin, and assay for digoxin. 
50 ul of various dilutions of anti-digoxin antiserum, 

50 ul of digoxin-labeled Fab'-G6PDH complex, and 50 
ul of substrate were dispensed seriatim into 750 pil of 55 
mM tris buffer, pH 8, which contained 1 mg/ml rabbit 
serum albumin. The resulting enzyme activity was mea 
sured as an absorbance change between 15s and 45s 
after introduction of the sample into the spectro-pho 
tometer, and is reported as 2.66XAmOD. 

Dilution of Anti-digoxin Rate 
1:50 4S1 
:100 456 
:200 471 
:400 500 
:800 552 
:600 606 
:3200 627 
:6400 646 
:12800 659 
co 663 

1:40 Dilution of "1" 1:20 Dilution of "3" 
A standard curve for digoxin was constructed by 

mixing 50 puldigoxin calibrator and 50 ul 1:1600 dilution 
of anti-digoxin in 400 ul tris-RSA buffer, incubating for 
100s, adding 50 ul of the digoxin-labeled-Fab'-G6PDH 
complex and 50 pil of substrate in 400 ul buffer and 
assaying for enzyme activity. The rate reported is absor 
bance change between 15s and 115s and is reported as 
2.66XAmOD. 

Dilution of plus enzyme plus enzyme 
Anti-digoxin Rate 50 

:00 844 680 
:200 921 81S 
:400 1018 969 
:800 1099 1078 
:000 Sl 1132 
:3200 183 161 55 
:6400 1184 178 
ex 1197 183 

EXAMPLE 4 60 
Preparation and Use of Digoxin Conjugate of Fab' 

Anti-G6PDH 
I. Bromoacetyl derivative of digoxin. 
3-Ketodigoxigenin O-carboxymethyloxime (131 mg), 

DCC (82 mg) and N-hydroxysuccinimide (51 mg) were 65 
dissolved in 1.0 ml DMF and stored overnight. The 
crude solution of NHS ester was filtered and then 
treated with 0.5 ml of ethylenediamine. The resulting 

Digoxin Conc. 
in Calibrator Rate 

0 mg/ml 924 
1 92 
2 94 
4. 924 
8 942 
16 969 
32 1013 
64 1049 
128 067 
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1. 

EXAMPLES 

Preparation of Murine Monoclonal Antibody to Glu 
cose-6-phosphate Dehydrogenase ("G6PDH") 
As antigen, either G6PDH-digoxin conjugate (see 

below for preparation) or native G6PDH (Worthington 
Enzymes Lot M11) can be employed or a combination, 
where successive inoculations are performed. Balb/c 
mice, females (Simonsen Labs) were inoculated accord 
ing to the following schedule. 
G6PDH-digoxin (100 ug) homogenized in complete 

Freund's adjuvant (0.2 ml) was injected inter 
peritoneally, followed at two week intervals with 
booster inoculations; (2x) with 100 ug G6PDH 
digoxin homogenized in incomplete Freund's adjuvant 
(“IFA") and (1X) with 100 ug G6PDH in IFA. After 
one week, the mice were bled and serum tested against 
the G6PDH-digoxin conjugate and native G6PDH by 
Ouchterlony immunodiffusion. Mice whose serum 
showed Ouchterlony precipitate bands were tolerized 
on the following schedule: 

Immunogen 
Day of Concentration in Site of 

"Tolerization' HBS', ug Inoculation 

OO subcutaneously 
2 200 several sites 
3 200 
4. 200 intravenous (i.v.) 
5 O 

6 a. 

7 fused 

HBs. Hank's Balanced salts 

The myeloma cell NS-1 (P3-NS1-1)("HAT" select 
able) was collected in log growth phase, 107 cells 
washed and diluted into 20 ml of Dulbecco's Modified 
Eagle Medium ("DMEM”). Mouse spleens were asepti 
cally removed, the spleen disrupted in a 7 ml glass bore 
tissue homogenizer and the cellular dispersion added 

a directly to the NS1 cells. The cellular mixture was 
centrifuged, washed 3x DMEM and then resuspended 
in 2 ml of 38% (w/v) polyethylene glycol (PEG-1540) 
in DMEM. The suspension was then centrifuged at 
gradually increasing force 250 G, 2,500 G, 2', 1000 G, 
2. The supernatant was carefully removed and the 
pellet gently resuspended in 6 ml DMEM supplemented 
with 15% fetal calf serum, 10% NCTC 109 (thymidine 
hypoxanthine supplement, Microbiological Assoc.), 0.2 
ubovine insulin/ml, 0.45 mM pyruvate, 1 mM oxaloac 
etate, 2 mM L-glutamine and 50 mg/ml gentamicin 
("Super DMEM”). Cells were centrifuged, the pellet 
washed once and resuspended in 200 ml "HAT' selec 
tive medium (Super DMEM, 0.1 mM hypoxanthine, 
0.01 mM aminopterin, 0.016 mM thymidine). The sus 
pension was plated into 10 96-well plates. The cells 
were fed with the "HAT." medium on day 7 and addi 
tional feedings on days 9 and 14 were made as required. 
An ELISA assay was employed to screen the super 

natants from hybridomas. Into each well (Costar EIA 
plate, 96 wells) is successively introduced and flicked 
out: 100 g/ml G6PDH for 2 hours at 37 C.; 100 ul 1% 
fetal bovine serum in PBS for 1 hour at 37 C.; and 100 
ul culture supernatant for 1 hour at 37 C. The plates 
are then washed 3X with PBS --0.05% Tween 20. 
Anti-mouse polyclonal antibody (100 ul, 1 g/ml) con 
jugated to alkaline phosphatase is added and incubated 
for 1 hour at 37 C. and washed 3X with PBS-Tween 

O 

15 

30 

35 

45 

50 

55 

12 
20. Finally, 100 pil of 0.6 mg/ml p-nitrophenyl phos 
phate in substrate buffer (0.098 g MgCl2.H2O, 192 ml 
ethanolamine; H2O to 2 L, pH 9.8). Optical densities 
(OD's) are read at 405 nm on a 96-well Titertek reader 
(Flow Labs). 
One colony designated II-1H9 gave a reading of 

0.440 after 20 minutes incubation. The antibody from 
this hydridoma was combined with G6PDH and was 
shown to provide a biphasic effect on G6PDH activity. 

Subsequent fusions were repeated, immunizing with 
native G6PDH using CB6F1/J mice (Jackson Labs). 
Three colonies were found to provide antibodies which 
resulted in a biphasic effect on G6PDH. 
These colonies were designated V8Cl12, V8G12 and 

V1A1 and the hybridoma V8Cl12 was deposited at the 
A.T.C.C. on Mar. 13, 1984 and given accession no. 
HB8498. 
The digoxin-G6PDH conjugate is prepared as fol 

lows. Into a solution of 2.56 g 3-ketodigoxigenin and 3.3 
g of sodium acetate is added 1.57 g carboxymethoxyla 
nine hydrochloride with stirring and the mixture re 
fluxed under N2 for 2 hours. After concentration in 
vacuo, 320 ml of 5% aqueous NaHCO3 is added and the 
aqueous solution extracted 3x200 ml HCCl3. After 
acidifying the aqueous solution with 280 ml 1N HCl, the 
aqueous solution is extracted 10X 125 ml ethyl acetate, 
the extracts combined and dried over anh. MgSO4. The 
product is then isolated by filtration and evaporation 
yielding 2.59 g, which is further purified by dissolving 
in hot 7:10 methanol; ethyl acetate (60-80 ml). The 
product is precipitated from the cooled solution by the 
addition of pentane. After crystallization is complete, 
the product is isolated by filtration and dried in vacuo. 
To 203.6 mg of the above dry product is added 2.2 ml 

DMF. After dissolution with stirring, 62 ul of triethyl 
amine is added below the surface, the solution cooled to 
- 15 to -20 C. and 82 ul of carbitol chloroformate 
added quickly below the surface. A precipitate forms 
and the mixture is continuously stirred while cold for 90 
min. The supernatant is then used for conjugation. 
To a solution of G6PDH (~6 mg/ml) in 3 ml Tris 

buffer (0.055M Tris HCl, pH 8.0), was added with agita 
tion 45 mg glucose-6-phosphate and 90 mg NADH, 
followed by the slow addition of 1.5 ml Carbitol while 
cooling the solution. The Carbitol is introduced below 
the surface, the addition requiring about 35-45 min. The 
pH is adjusted to 8.9, followed by the addition of 25ul 
increments of the activated digoxin solution at a rate of 
50 l/min until a ratio of 0.4 mg/mg of digox 
in/G6PDH is obtained. Digoxin addition is terminated 
and the enzyme conjugate is then chromatographed on 
a G50 Sephadex column equilibrated with Tris-HCl 
buffer plus preservatives (0.05% NaNs, 0.005% Thi 
merosal) and 18-22 ml fractions collected and moni 
tored. (Flow rate, ~6-10 ml/min). Enzyme conjugate 
containing fractions are pooled and stored in the cold. 
The subject invention need not be used in diagnostic 

assays, but also can be used for the modulation of en 
zyme activity in vitro or in vivo. Thus, in studying 
cellular function one can selectively modulate the phys 
iological activity of one or more surface membrane 
proteins, including enzymes. 
Although the foregoing invention has been described 

in some detail by way of illustration and example for 
purposes of clarity of understanding, it will be obvious 
that certain changes and modifications may be practiced 
within the scope of the appended claims. 
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What is claimed is: 
1. A method for modulating complex formation be 

tween a receptor and its homologous ligand, 
said method comprising: 
combining (a) a receptor having a pair of proximate 

determinant sites which have the same or differ 
ent binding specificity and are related in that a 
change in spatial relationship of the pair of sites 
relative to each other is related to the interaction 
capability of said receptor with its homologous 
ligand, (b) site-directed binding molecules 
("SDBM's') to said pair of determinant sites on 
said receptor, wherein said SDBM's specifically 
bind to and bridge said pair of determinant sites 
and affect the interaction of said receptor with 
said ligand, with the proviso that when said de 
terminant sites in said pair are not both bound 
and bridged by a single SDBM, molecules bind 
ing specifically to and bridging said SDBM's are 
added to bind and bridge to said SDBM's, said 
binding of said SDBM's to and the bridging of 
said receptor determinant sites thereby modulat 
ing the ability of the receptor to bind to said 
ligand, and (c) said ligand. 

2. A method according to claim 1, wherein a single 
SDBM binds to both determinant sites of said pair. 

3. A method according to claim 2, wherein said re 
ceptor is an enzyme and said ligand is a substrate. 

4. A method according to claim 1, wherein each 
determinant site is bound by an individual SDBM mole 
cule. 

5. A method according to claim 4, wherein said 
SDBM's are intact immunoglobulins and said molecules 
binding specifically to said SDBM's are polyvalent 
immunoglobulins specific for said SDBM's. 

6. A method according to claim 4, wherein said 
SDBM's are antibodies, or fragments of said antibodies, 
said SDBM's being conjugated to analyte, or analog of 
analyte, and said molecules binding specifically to said 
SDBM's are polyvalent antibodies specific for said ana lyte. 

7. A method according to claim 4, wherein said re 
ceptor is an enyzme and said ligand is a substrate. 

8. A method for determining the presence of an ana 
lyte in a sample suspected of containing said analyte, 

said method comprising: 
combining in an aqueous assay medium 

(a) a sample suspected of containing said analyte 
wherein said analyte is a specific binding pair 
member, said pair consisting of first and second 
binding members, 

(b) an enzyme having a pair of proximate determi 
nant sites, which have the same or different bind 
ing specificity and are related in that inhibition of 
movement of the pair of sites relative to each 
other modulates the interaction between said 
enzyme and its substrate, 

(c) site-directed binding molecules ("SDBM's") 
which are molecules to which are conjugated an 
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14 
second binding member in polyvalent form is 
used separately or in combination with said en 
Zyme, 

(d) substrate for the enyzme, and 
(e) additionally second binding member, when said 

analyte is first binding member; and 
determining the enzyme activity in said assay medium 

as related to the enzyme activity of an assay me 
dium having a known amount of analyte. 

9. A method according to claim 8, wherein said ana 
lyte is a hapten of less than about 2,000 molecular weight. 

10. A method according to claim 8, wherein said 
analyte is a polyvalent immunoglobulin. 

11. A method according to claim 8, wherein said 
enzyme is glucose-6-phosphate dehydrogenase. 

12. A method according to claim 11, wherein said 
SDBM's are monoclonal, monovalent immunoglobulin fragements. 

13. An assay kit, comprising in packaged combina 
tion; (1) an enzyme characterized by having a pair of 
proximate determinant sites which have the same or 
different binding specificity and are related in that inhi 
bition of movement of the pair of sites relative to each 
other modulates the interaction capability of said en 
zyme to its substrate; (2) site-directed binding molecules 
(“SDBM's') which bind specifically to said pair of 
determinant sites and to which are conjugated per 
SDBM at least one molecule capable of competing with 
a first binding member for a second binding member, 
wherein said first or second binding member is an ana 
lyte, the binding of said SDBM's to said determinant 
sites thereby modulating the ability of said enzyme to 
bind to its substrate. 

14. An enzyme-site directed binding member-com 
plex of the formula 

X 
/ 

ENZ 
N 
Y 

SDBM-(b) 

SDBM2-(b) 

wherein: 
ENZ is an enzyme; 
X and Y designate two epitopic sites on the enzyme, 
which sites are the same or different, said sites 
being characterized by inhibition of movement of 
the sites relative to each other resulting in modula 
tion of enzyme activity; 

SDBM and SDBM2 are the same or different and are 
non-bridging binding molecules, which specifically 
bind to X and Y, respectively; 

b is an analog of an analyte bound to said SDBM; and 
n and n' are the same or different and are on the 
average in the range of 0 to 10, wherein at least one 
of n and n' is at least one. 

15. A complex according to claim 14, wherein said 
analog of said first binding nember capable of 60 SDBM1 and SDBM2 are the same Fab fragment and 
binding to said second binding member and said 
SDBM's specifically bind to said pair of determi 
nant sites, with the proviso that when said sec 
ond binding member is monovalent, then said 

65 

said ENZ is glucose-6-phosphate dehydrogenase. 
16. The assay kit of claim 13 which further comprises 

said second binding member. 
X 3 : X : 


